
Figure S1, related to Figure1. 

Figure S2, related to Figure2. 

Figure S3, related to Figure3. 

Figure S4, related to Figure5. 

Figure S5, related to Figure6. 

Table 1, S. cerevisiae Strains Used in this Study. 

Supplemental Experimental Procedures. 

Inventory of Supplemental Information



 

Supplemental Text and Figures



 



 

 



 

 



 



Table 1: S. cerevisiae Strains Used in this Study 

 

Genetic 

Background 

Deletion(s) Epitope Tag Strain 

Number 

BY4741 get1::kan 

get2::nat 

(none) VDY35 

get3::kan (none) VDY36 

Get4FLAG::kan VDY37 

Get5FLAG::kan VDY38 

get3::ura Sgt2FLAG::kan VDY39 

get4::his (none) VDY40 

Get3FLAG::kan VDY41 

Get5FLAG::kan VDY14 

get5::ura (none) VDY42 

Get3FLAG::kan VDY43 

Get4FLAG::nat VDY18 

get5::his Sgt2FLAG::kan VDY44 

Sgt2R171A, R175AFLAG::kan VDY45 

sgt2::his (none) VDY25 

Get5FLAG::kan VDY12 

get3::ura 

get5::his 

Sgt2FLAG::kan VDY47 

 

(none) Get3FLAG::kan VDY10 

Get4FLAG::kan VDY49 



Get5FLAG::kan VDY50 

Sgt2FLAG::kan VDY15 

Get6R171A, R175AFLAG::kan VDY51 

Sgt2E103AFLAG::kan VDY52 

Sgt2N110AFLAG::kan VDY53 

Sgt2I137A, N141AFLAG::kan VDY54 

Sgt2R175A, F178AFLAG::kan VDY55 

HSP104C::nat,Get5FLAG::kan VDY46 

HSP104::nat, Get5FLAG::kan VDY48 

Get4Myc13::his VDY112 

Get4Myc13::his 

Sgt2FLAG::kan 

VDY113 

Get5Myc13::his VDY114 

Get5Myc13::his  

Sgt2FLAG::kan 

VDY115 

BY4742 get3::kan (none) VDY56 

Sgt2FLAG::nat  VDY57 

Sgt2NFLAG::nat VDY58 

Sgt2CFLAG::nat VDY59 

 

 

 

 

 

 



SUPPLEMENTAL EXPERIMENTAL PROCEDURES 

Mass Spectrometry Analysis 

Lanes indicated in Figure S2A were reduced, carboxyamidomethylated and digested with trypsin. 

Peptide sequence analysis of each digestion mixture was performed by microcapillary reversed-

phase high-performance liquid chromatography coupled with nanoelectrospray tandem mass 

spectrometry (µLC-MS/MS) on an LTQ-Orbitrap mass spectrometer (ThermoFisher Scientific, 

San Jose, MA). The Orbitrap repetitively surveyed an m/z range from 395 to 1600, while data-

dependent MS/MS spectra on the ten most abundant ions in each survey scan were acquired in 

the linear ion trap. MS/MS spectra were acquired with relative collision energy of 30%, 2.5-Da 

isolation width, and recurring ions dynamically excluded for 60 s. Preliminary sequencing of 

peptides was facilitated with the SEQUEST algorithm with a 30 ppm mass tolerance against the 

yeast proteome of the UniProt Knowledgebase. With a custom version of Proteomics Browser 

Suite (ThermoFisher Scientific, San Jose CA), peptides were accepted with mass error <2.5ppm 

and score thresholds to attain an estimated false discovery rate of ~1% using a reverse decoy 

database strategy. Spectral counts were used to compare proteins across different 

states/preparations. 

 

Denaturing Whole-Cell Lysate Preparation 

1 OD600 unit of yeast cells grown in YPD at 30°C to mid-log phase (OD600 ~0.7) was harvested 

by centrifugation for 2 minutes at 21,000 rcf. Cell pellets were washed with 500 μl water and 

centrifuged again. Washed pellets were frozen at -80 °C for 20 minutes and lysed in 100 μl SDS-

PAGE sample buffer containing 1× Roche complete protease inhibitor cocktail at 65 °C for 20 

minutes. Following centrifugation for 10 minutes at 21,000 rcf, samples were resolved by SDS-

PAGE and analyzed by immunoblotting. 

 

Native Talon (Anti-His) IP 

Dynabeads Talon (Invitrogen) were used according to the manufacturer's instructions. Briefly, 15 

μl of Sec22 elutions in Figure S5B was mixed with 20 μl (1 mg) of beads equilibrated in 

binding/washing buffer (20 mM HEPES-KOH pH 7.4, 2 mM Mg(OAc)2, 100 mM KOAc, 2 mM 

DTT, 14% Glycerol) at 4 °C for 30 minutes with agitation. Following washing with 

binding/washing buffer, bound proteins were eluted with 30 μl binding/washing buffer with 

250mM imidazole for 15 minutes at room temperature with agitation. To remove imidazole, 

elutions were applied to an Illustra probeQuant G-50 micro column (GE Healthcare) pre-

equilibrated in binding/washing buffer. 

 



Gel-Filtration Complex Analysis 

The indicated proteins in Figure S6B were incubated at 9 μM each in a total volume of 200 μl 

SEC buffer (50 mM HEPES-NaOH pH 6.8, 150 mM NaCl, 2% glycerol and 2mM β-

mercaptoethanol) at 4° C for 30 minutes with agitation. Following centrifugation for 10 minutes 

at 21,000 rcf and 4° C, samples were injected onto a GE Superdex 200 10/300 GL size exclusion 

column pre-equilibrated in SEC buffer. Eluted fractions were resolved by SDS-PAGE, visualized 

by Sypro Ruby (Invitrogen) staining, and analyzed using a Typhoon imaging system with 

ImageQuant TL (GE) software.  

 




